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ABSTRACT
Interactions of GABA, bicuculline methochloride and diazepam with 
[3H]TBOB binding to rat brain membranes were evaluated in vitro.
GABA displaced [3H]TBOB binding with and IC50 of 4 (iM and a slope 
factor near unity. The competitive GABA antagonist bicuculline methochloride 
shifted the displacement curve of GABA parallelly to the right, indicating fha:t 
the interaction of GABA with [3H]TBOB binding is of an allosteric nature.
In the presence of GABA, diazepam displaced the binding of [3H]TBOB
I
according to a two-site model: a high affinity site with an IC50 of about 50 nM
, *
and a lower affinity site with an IC50 of about 30 |oM. Bicuculline
I ,  .
methochloride abolished the nanomolar displacement by diazepam and in­
creased the micromolar IC50 value. These results indicate that the interaction of 
the high affinity diazepam site with the [3H]TBOB binding site is totally 
GABA dependent and that the low affinity effect of diazepam on [3H]TBOB 
binding is at least partially GABA dependent.
It is likely that the low affinity potency of diazepam to displace 
[3H]TBOB binding has physiological relevance.
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The GABAa receptor complex is a heterogeneous oligomeric protein (1). 
It comprises the Cl'channel as well as binding sites for a variety of compounds, 
e.g binding sites for GABA (gamma-aminobutyric acid), benzodiazepines, bar­
biturates and convulsants (2). All the receptor sites on the complex are al- 
losterically coupled, resulting in a network of interactions ultimately controlling 
the ion channel.
Several interactions have been described: Benzodiazepine agonists 
allosterically enhance the affinity of GABA for its low affinity receptor site 
(3,4,5,6). GABA allosterically displaces TBPS ([35S]t-ButyIbicyclophosphoro- 
thionate) binding to the convulsant sites (7,8). Based on these findings we may 
expect a benzodiazepine effect on the binding of ligands to the convulsant site: 
a potentiation of the displacement by GABA should be found. Yet, conflicting 
data have been published on the effects of benzodiazepines on convulsant 
binding. Benzodiazepine agonists either increased (9,10) or decreased (11,12) 
convulsant binding depending on the amount of GABA present (13). The 
enhancement has been attributed to non-equilibrium conditions of TBPS 
binding (14,15). The displacement of convulsant binding requires micromolar 
concentrations of benzodiazepines, in contrast to the nanomolar affinities of the 
benzodiazepines for their specific binding sites (16,17,18,19).
We conducted a detailed study on the interactions between GABA, 
bicuculline methochloride and diazepam on the binding of the convulsant site 
ligand [3H]-t-butylbicycloorthobenzoate: [3H]TBOB (12,20). As will be seen, 
[3H]TBOB labels a site linked to the GABAa receptor complex. We show that 
diazepam, in the presence of GABA, displaces [3H]TBOB according to a two 
sites model.
MATERIALS AND METHODS
Preparation of the membranes
Female Wistar rats were used, they were bred in our laboratory, their weight 
was 200 ± 20 g. Forebrains were homogenized in 9 volumes 0.32 M sucrose at
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0 °C with a Teflon-glass homogenizer. The homogenate was centrifuged at
1.000 x g for 10 min at 4 °C. The supernatant was decanted and centrifuged at
48.000 x g for 30 min at 4 °C. The pellets were washed two times by suspen­
sion in 50 mM sodium-potassium-phosphate buffer, pH 7.4, containing 500 mM 
NaCl (assay buffer) and centrifugation at 48000 x g for 10 min at 4 °C. The 
pellets were stored at -20 °C until assay. Before assay, the pellets were washed 
once.
Chemicals.
GABA and Bicuculline methochloride were obtained from Sigma Chemical 
Company. Diazepam was a generous gift of Dr. K. Dingelhoff, Roche Neder­
land B.V. [3H]TBOB was obtained from Amersham. The specific activity was 
30 Ci/mmol. Unlabelled TBOB was a generous gift of Dr. C.J. Palmer, Univer­
sity of California, USA.
Assays.
Membrane pellets were homogenized in assay buffer: the tissue concentration 
in incubation medium was 12.5 mg/ml. Into glass tubes we pipetted consecu­
tively: 25 |jl of [3H]TBOB and either drugs or buffer in volumes of 25 |al. The 
final concentration of [3H]TBOB in the incubation mixture was 8 nM. The 
incubation was started by adding 200 |il of tissue homogenate. Incubations were 
performed at 25 °C, lasted 90 min and were terminated by adding 3 ml ice cold 
buffer to the incubation tubes and rapid filtration of the mixture through 
Whatman GF/B filters. The filters were washed two times with 3 ml ice cold 
assay buffer. Radioactivity retained in the filters was counted by liquid scintil­
lation spectrometry. Specific [3H]TBOB binding was defined as total binding 
minus the remaining binding in the presence of 4 |jM TBOB or of 100 jiM 
picrotoxin. Specific binding was 70-75 % of total binding at 8 nM [3H]TBOB. 
Data analysis.
Models were fitted to the data using the nonlinear regression program INPLOT 
to the function of a two sites model:
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where [drug] is the concentration of the test drug in moles/1. Bdros is the % 
binding in the presence of the drug of investigation and Bmin is the minimum 
binding in % of control binding. Control binding is defined as [3H]TBOB 
binding in the presence of 10 pM bicuculline methochloride. Bdtng and Bmia were 
determined experimentally. F, is the fraction of binding with an IC50(1), being 0 
for a one site model. (1-FO is the fraction of binding with an IC50(2). KVs are 
the concentrations of the drug that gives half maximum inhibition or enhan­
cement expressed as moles/1, and H’s are the slope factors being positive in 
case of an enhancement and negative in case of an inhibition. The parameters 
that are estimated by non-lineair regression are: Broax, IC50(1), IC50(2), F„ H( 
and H2.
Statistical analysis.
F-tests were used to analyze whether a two site model fits the data better than a 
one site model. Parameters estimates were tested for differences with ANOVA 
followed by Scheffe’s post hoc analysis.
RESULTS
The effect of GABA on r3H!TBOB binding.
The equation given in Materials and Methods was fitted to the data, according 
to a one site model: i.e. F1=0. Results are summarized in table 1 and in fig. 1.
1) GABA displaced all specifically bound [3H]TBOB: The nonspecific binding 
obtained by inhibition of [3H]TBOB with GABA resembled the nonspecific 
binding determined by inhibition with unlabelled TBOB (4 jiM) or picrotoxin 
(100 pM) and was about 30 % of total binding.
2) GABA displaced [3H]TBOB binding with an IC50 of 5.2 pM (value not 
corrected for endogenous GABA).
3) The concentration of endogenous GABA in our samples, determined by 
aminoacid analysis (21) was 2.43 ± 0.13 (iM (mean ± SEM, n=16).
4) Control binding was defined as [3H]TBOB binding in the presence of 10 [iM 
bicuculline methochloride. The binding of [3H]TBOB in the presence of 
endogenous GABA was 63 ± 2 % of control binding (mean ± SEM, n=4).
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TABLE 1
The effect of GABA on the binding of [3H]TBOB in the absence and in the 
presence bicuculline methochloride (BMC).





" + 10 \m  BMC
5.2 ± 0.1 
44 ± 2
1.11 ± 0.02 
1.12 ± 0.05
Parameters estimates obtained by fitting the formula given in Materials and 
Methods to the data. Without addition of bicuculline methochloride: mean ± 
SEM of n=4 in triplicate. In the presence of bicuculline methochloride: cumu­
lated data points of 2 experiments: fit result ± SE of fit. Data are not corrected 
for endogenous GABA. When adjusted for the endogenous GABA content, as 
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Figure 1: The effect of GABA on [3H]TBOB binding in the presence of 2.4 fiM 
endogenous GABA (circles) (data points: mean ± SD, n = 4 in triplicate) and in 
the presence of bicuculline methochloride (10 |iM, triangles, cumulated data of 
n = 2 in triplicate). Endogenous GABA inhibits [3H]TBOB to 63 % of control 
binding (i.e. the binding in the presence of 10 |iM bicuculline methochloride). 
GABA displaces [3H]TBOB according to a one site model. The estimated Bmax 
value was not significantly different from 100 %. Bicuculline methochloride 
shifts the displacement curve of GABA to the right.
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TABLE 2
The effect of bicuculline methochloride (BMC) on the binding of [3H]TBOB in 









GABA endo 63.9 ± 2.1* 0.52 ± 0.08* 101.5 ± 0.8
GABA endo + GABA 8 19.9 ± 1.7 2 .30 ± 0.21 106.2 ± 3.8
GABA endo + Dia 50 23.4 ± 3.4 1.77 ± 0.26 94.0 ± 2.3*
Parameters estimates obtained by fitting the formula given in Materials and 
Methods to the data. Mean ±  SEM of n = 4 in triplicate. Per column an * 
indicates significant differences, ANOVA, F(2,ll) > 12.6 followed by Scheffe 
post hoc analysis, p<0.05. Slope factors were not different from unity.







Figure 2: The effect of bicuculline methochloride on [3H]TBQB binding in the 
presence of endogenous GAB A (circles), of (endogenous + 8 pM) GAB A 
(squares), or of (endogenous GABA + 50 pM diazepam) (stars) (data points: 
mean ± SD, n = 4 in triplicate). Bicuculline methochloride reverses the in­
hibitory effect of GABA and that of diazepam.
I I i I fcUuJ , l . „ l  I I mil, I . M M u J
o icrs io-7 1er6 io-5 1er4
BicucullineMCl (M)
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5) After correction for endogenous GABA, GABA was found to displace 
[3H]TBOB binding with an IC50 of 4.0 pM. The estimated value for Bmax was 
108 ± 8 %. This was not significantly different from 100 %.
6) In the presence of 10 pM bicuculline methochloride the displacement curve
of [3H]TBOB by GABA was shifted parallelly to the right.
The effect of bicuculline methochloride on PH1TBOB binding.
The equation was fitted to the data, according to a one site model: i.e. F1=0.
Results are summarized in table 2 and in figure 2.
1) Bicuculline methochloride reversed the inhibitory effect of endogenous 
GABA with an EC50 of 0.5 pM (table 2).
2) In the presence of (endogenous + 8 pM) GABA the binding is 20 % of 
control. Bicuculline methochloride reversed this effect completely with an EC50 
of 2.3 pM.
3) In the presence of endogenous GABA and 50 pM diazepam the binding is 
23 % of control. The nonspecific binding was not influenced by the addition of 
50 pM diazepam. The displacing effect of endogenous GABA and diazepam is 
reversed by bicuculline methochloride with an EC50 of 1.8 pM, to a maximum 
of 94 % of control.
The effect of diazepam on r3H!TBOB binding.
The equation was fitted to the data, results are listed in table 3 and fig. 3.
1) See fig. 3, upper line. In the presence 10 pM bicuculline methochloride, 
diazepam displaced [3H]TBOB to a minimum of 72 ± 4 % at 10'4M (n=4). In a 
one site model an extrapolated ICSQ of 215 pM was found. In order avoid 
extrapolation, we determined the IC10’s as well: In the presence of bicuculline 
methochloride a 10 % displacement was achieved at 24 pM. The highest 
obtainable concentration diazepam was 10~4 M.
2) See fig. 3, lower two lines. Diazepam displaced [3H]TBOB completely in the 
presence GABA. This displacement could best be described by a two-sites 
model (F-tests, p<0.0001).
2.1) [3H]TBOB binding was 63 %. of control in the presence of 2.4 pM 
endogenous GABA. Diazepam displaced [3H]TBOB binding with the following
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TABLE 3
The effect of diazepam on the binding of [3H]TBOB in the absence and the 















BicMCl 10 100 # 0 # 100 # 215 ±31 # 24. 5±3 . 5#
GABA endo 62.6±2.2* 10.6±1.9* 65±18* 52.1±1,7* 43.7± 4.5* 10 . 4±1. 0*
GABA endo+4 35.1±2.1§ 8 .1±1.4* 44±18* 26.9±1.80 20 . 9± 1.18 12.9±1 .3*
Parameters estimates obtained by fitting the formula given in Materials and 
Methods to the data. B(l) is the binding with IC50(1) (FjxBmax), B(2) is the 
binding with IC50(2) ((l-F1)KBmax). Mean ± SEM, n=4-6 in triplicate. Per 
column different symbols indicate significant differences; ANOVA, F(2,15) >
11.2, followed by Scheffe post hoc analysis, p<0.05. Slope factors were not 
different from unity.
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Figure 3: The effect of diazepam on [3H]TBOB binding in the presence of 10 
jiM bicuculline methochloride (upper line, triangles), of endogenous GABA 
(middle line, circles) or of (endogenous + 4 juM) GABA (lower line, squares) 
(data points: mean ± SD, n = 4-6 in triplicate). In the presence of bicuculline 
methochloride, diazepam displaces [3H]TBOB according to a one site model, in 
the presence of GABA, diazepam displaces [3H]TBOB according to a two site 
model.
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parameters: 10 % of the binding had an IC50 of 65 nM, while the remaining 53 
%  had an IC50 of 44 (iM. A 10 % of control displacement of the lowest affinity 
site was achieved at 10 pM diazepam.
2.2) [3H]TBOB binding was 35 % of control in the presence of 6.4 (xM GABA. 
Diazepam displaced this binding as follows: 8 % had an IC50 of 44 nM, while 
the remaining 27 % had an IC50 of 21 joM. A 10 % of control displacement of 
the lowest affinity site was achieved at 13 (iM.
DISCUSSION
The present study provides additional evidence that [3H]TBOB, like 
[35S]TBPS, specifically labels a site associated with the GABAA-receptor 
complex (22,23) since i) GABA completely allosterically displaces [3H]TBOB 
and ii) the displacing effect was reversed by the competitive GABAa antagonist 
bicuculline methochloride (24).
The micromolar IC50 value of GABA indicates that the GABA site that 
is allosterically coupled to the convulsant site, is the low affinity one, as was 
reported (8). Bicuculline methochloride shifts the GABA displacement curve 
parallelly to the right. Such a right shift by antagonists is usually observed in 
functional dose-response studies (25). Therefore, the [3H]TBOB receptor 
binding assay can be interpreted in terms of a physiological dose-response 
experiment. Indeed it has been shown that the inhibition of the binding of the 
cage convulsant [35S]TBPS correlates with a physiological parameter namely 
the enhancement of Cl* uptake (26).
Diazepam displaces [3H]TBOB as well. In the presence of micromolar 
concentrations of GABA, the data can be described with a two-sites model with 
nM and |jM affinities. The nM affinity site is not demonstrable when the 
GABA low affinity site is occupied by the antagonist bicuculline methochlor­
ide. This observation confirms that nM concentrations of diazepam displace 
[3H]TBOB indirectly via potentiation of the displacing effect of GABA (3,4). 
Using in vitro receptor binding studies with [3H]muscimol or [3H]diazepam, it
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is well documented that pM concentrations of GAB A enhances the riM affinity 
of diazepam and vice versa (6,17). We show that the [3H]TBOB binding assay 
can be used to demonstrate the interaction between the low affinity site of 
GABA and the high affinity site of diazepam as well. Moreover, parameter 
estimates describing the allosteric interaction between the GABA low affinity 
site and the diazepam high affinity site obtained by [3H]TBOB binding (table 3) 
are in agreement with those obtained by [3H]muscimol binding or [3H]diazepam 
binding (6,17). [3H]TBOB binding revealed an additional interaction between 
the GABAa receptor complex and diazepam. Diazepam displaces [3H]TBOB 
binding with a potency in the micromolar range as well. The displacement of 
[3H]TBOB by pM concentrations of diazepam is found in the presence of 
GABA as well as in the presence of bicuculline methochloride, but the para­
meters estimates differ: the IC50 in the presence of GABA is lower than the 
IC50 in the presence of bicuculline (table 3). Moreover bicuculline reverses not 
only the inhibitory effect of the nM concentrations of diazepam but at least part 
of the effect of pM concentrations diazepam as well (fig. 2, table 2). We 
conclude therefore that GABA modulates the |liM  potency of diazepam to 
displace [3H]TBOB.
The low affinity potency of diazepam can be explained in different 
ways. It may represent an interaction with a specific binding site on the 
GABAa receptor complex or it may reflect an allosteric negative cooperation 
between two interdependent receptor sites on the GABAa complex (25). 
Another possibility is an interaction with a membrane component resulting in a 
secondary interference with the GABAa complex. The presence of specific pM 
affinity sites for benzodiazepines have been described (27,28). Delorenzo (29) 
reported a micromolar benzodiazepine site coupled to Ca2+ channels. Since the 
binding of [3H]TBOB is restricted to GABAa receptors, the pM benzodiazepine 
effect described here is not the result of an interaction with the site described 
by Delorenzo. A pM effect of benzodiazepines related to the convulsant site on 
the GABAa receptor is reported by Gee (28). Micromolar concentrations of the
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convulsant benzodiazepine Ro 5-4864 modulates the convulsant site in a GABA 
dependent manner (28,30,31). No specific Ro 5-4864 binding sites on the 
GABAa complex are characterized yet. The interaction of micromolar con­
centrations of Ro 54864 with the GABA receptor complex is believed to be 
responsible for the proconvulsive action of the compound (32). This proconvul- 
sive action can be blocked by diazepam but not by flumazenil (32), a ben­
zodiazepine antagonist with nM affinity (33). Preliminary results with 
[3H]TBOB binding show that flumazenil (1 jiM) is able to eliminate the 
inhibitory effect of nM concentrations of diazepam but not its micromolar 
effects. Therefore diazepam and Ro 5-4864 might interact with the same low 
affinity site for benzodiazepines on the GABA complex, with opposite effects.
The question remains what is the clinical pharmacological relevance of 
the low affinity benzodiazepine influence? The ability of nanomolar con­
centrations of diazepam to enhance the affinity of GABA is generally held to 
be responsible for the majority of its clinical effects (3,4,34). The slopes of 
functional dose-response curves of benzodiazepines for overall CNS depression 
are less than unity and the EC50 are in the order of |oM (3,35). Fitting our data 
to the equation of a one site model yields a slope factor of 0.6 and an IC50 
value of 15 |iM. The performance of a two site model was significantly better 
and therefore we hypothesize that the slight in vivo slopes camouflage a two 
site model. Recent in vivo data for midazolam support this hypothesis: a two 
phasic dose-response curve on partial convulsive epilepsy was reported (36). 
Flumazenil did not antagonize the anticonvulsant effect of the high doses 
midazolam (36), being in agreement with our preliminary in vitro data. There­
fore it is likely that the low affinity benzodiazepine site found in vitro has 
physiological relevance.
ACKNOWLEDGEMENTS
Dr. J.F. Rodrigues de Miranda and Drs. J.P. Zwart are gratefully 
acknowledged for the helpful discussions. We thank M.Th.M. Jansen and
798 VAN RUN ET AL.
J.C.M. Krijnen for biotechnical assistance. We are grateful to Berty van Raay 
for determining the GABA content of our samples. This study was supported in 
part by the National Committee on Epilepsy of the National Epilepsy Fund 
"The power of the Tiny," CLEO A84.
REFERENCES
1. Sivilotti, L. and Nistri, A. GABA receptor mechanisms in the central nervous
system, Progress in Neurobiology 36, 35-92, 1991.
2. Sieghart, W. GABAAreceptors: ligand-gated Crion channels modulated by
multiple drug-binding sites, Trends Pharmacol. Sci. 13, 446-450, 1992.
3. Haefely, W.E.; Pole, P.; Pieri, L.; Schaffner, R. and Laurent, J.P. Neurophar­
macology of Benzodiazepines: Synaptic Mechanisms and neural Basis of Action, 
article in: The benzodiazepines, From molecular biology to clinical practice,
1983, edited by E. Costa, pp 21-67, Raven Press N.Y,
4. Haefely, W.E. The GABAA-benzodiazepine receptor: biology and pharmacology,
article in: The Neurobiology of Anxiety, 1990, edited by M. Roth and R. Noyes, 
pp 165-188, Elsevier Amsterdam.
5. Maksay, G. GABAa Receptor Populations Bind Agonist and Antagonists Dif­
ferentially and with Opposite Affinities, J. Neurochem. 50, 1865-1871, 1988.
6. Skerritt, J.H.; Willow, M, and Johnston, G.A.R. Diazepam enhancement of low
affinity GABA binding to rat brain membranes, Neurosci. Lett. 29, 63-66, 1982.
7. Maksay, G. and Simonyi, M. Kinetic Regulation of Convulsant (TBPS) Binding
by GABAergic Agents, Mol, Pharmac, 30, 321-328, 1986.
8. Maksay, G, and Ticku, M.K. GABA, Depressants and Chloride Ions Affect the
Rate of Dissociation of 35S-t-Butylbicyclophosphonothionate Binding, Life Sci, 
37, 2173-2180, 1985.
9. Trullas, R.; Havoundjian, H. and Scolnick, P. Stress inducedchanges in
t-[35S]Butylbicyclophosphorothionate binding to the gamma-Aminobutyric Acid 
Gated Chloride Channels are mimicked by in vitro occupancy of benzodiazepine 
receptors, J. Neurochem. 49, 968-974, 1987,
10. Wood, P.L.; Loo, P.; Braunwalder, A.; Yokoyama, N. and Cheney, D.L., In vitro
characterization of benzodiazepine agonists, antagonists and inverse agonists and 
agonist/antagonists, J.Pharmacol. Exp. Ther, 231, 572-576, 1984,
11. Gee K.W.; Lawrence, L.J. and Yamamura, H.I. Modulation of the Chloride
Ionophore by Benzodiazepine Receptor Ligands: Influence of gamma-Amino­
butyric Acid and Ligand Efficacy, Mol. Pharmacol. 30, 218-225, 1986.
[3H]TBOB b in d in g  TO GABAa r e c e p t o r  c o m pl e x 799
12. VanRijn, C.M.; Willems-van Bree, E.; Van der Velden, T.J.A.M. and Rodrigues
de Miranda, J.F. The binding of the cage convulsant [3H]TBOB to sites linked to 
the GABAa receptor complex, Eur. J. PharmacoL 179, 419-425, 1990.
13. Martini, C ; Pacini, R.; Giannaccini, G. and Lucacchini, A. [35S]TBPS binding to
purified benzodiazepine-GAB A-ionophore receptor complex: the effect of GAB A 
on the modulation exerted by benzodiazepine site ligands, Neurochem. Int. 15,
377-379, 1989.
14. Maksay, G. and Simonyi, M. Benzodiazepine Anticonvulsants Accelerate and B-
Carboline Convulsants Decelerate the Kinetics of [35S]TBPS Binding at the 
Chloride Ionophore, Eur. J. Pharmacol. 117, 275-278, 1985.
15. Maksay, G. and Simonyi, M. Nonequilibrium modulation of [35S]TBPS Binding
by Benzodiazepine agonists and antagonists, Biochem, PharmacoL 37, 2195-2200, 
1988.
16. Braestrup, C. and Squires, R.F. Pharmacological Characterization of Ben­
zodiazepine Receptors in the Brain, Eur. J. PharmacoL 48, 263-270, 1978.
17. Chiu, T.H. and Rosenberg, H.C. GAB A Receptor-mediated Modulation of 3H-
diazepam Binding in Rat Cortex, Eur. J. PharmacoL 56, 337-354, 1979,
18. Supavilai, P. and Karobath, M. Differential Modulation of 35S-TBPS Binding by
the Occupancy of Benzodiazepine Receptors with its Ligands, Eur. J. PharmacoL 
91, 145-146, 1983.
19. Ticku M.K. and Ramanjaneyulu, R. Differential interactions of GAB A agonists,
depressant and convulsant drugs with [35S]-t-Butylbicyclophosphorothionate 
binding sites in cortex and cerebellum, Pharmac. Biochem. Behavior 21, 151-158,
1984.
20. Lawrence, L.J.; Palmer, C.J.; Gee, K.W.; Wang, X.; Yamamura, HX and
Casida, J.E. t-[3H]-Butylbicycloorthobenzoate: new radioligand probe for gam- 
ma-Aminobutyric acid-regulated chloride ionophore, J. Neurochem. 45, 798-804,
1985.
21. Gerrits., G.P.; Trijbels, F.J.; Monnens, L.A.; Gabreëls, F.J.; DeAbreu, R.A.;
Theeuwens, A.G. and VanRaay-Selten, B., Reference values for amino acids in 
cerebrospinal fluid of children determined using ion-exchange chromatography 
with fluorimetric detection, Clinica Chimica Acta 182, 271-280, 1989.
22. Havoundjian, H.; Paul S.M. and Scolnick, P. The Permeability of gamma-Amino-
butyric Acid Gated Chloride Channels is Described by the Binding of a Cage 
Convulsant t-Butylbicyclophosphoro[35S]thionate, Proc. Natl. Acad. Sci. 83, 9241- 
9244, 1986.
23. Squires R.F.; Casida, J.E.; Richardson, M. and Saederup, E. [35S]t-Butylbicyclo-
phosphorothionate binds with high affinity to brain-specific sites coupled to 
Gamma-Aminobutyric acid-A and ion recognition sites, Mol. PharmacoL 23, 326- 
336, 1983.
800 VAN RUN ET AL.
24. Olsen, R.W. and Snowman, A.M. [JH]Bicuculline methochloride binding to
gamma-aminobutyric acid receptor sites, J. Neurochem. 41, 1653-1663, 1983.
25. Ariens, E.J.; Beld, A.J.; Rodrigues de Miranda, J.F, and Simonis, A.M. The
pharmacon-receptor-effector concept, in: The receptors, A comprehensive treatise, 
1979, edited by R.D. O’Brien, pp 33-91 Plenum Press N.Y.
26. Wha Bin Im and Blakeman, D.P. Correlation between gamma-Aminobutyric
AcidA receptor ligand induced changes in t-Butylbicyclophosphoro[35S]thionate 
binding and 36CI'uptake in rat cerebrocortical membranes, Mol. Pharmacol 39, 
394-398, 1990.
27. Bowling, A.C, and DeLorenzo, R.J. Micromolar affinity benzodiazepine recep­
tors: identification and characterization in central nervous system, Science 216, 
1247-1250, 1982.
28. Gee, K.W, Phenylquinolines PK 8165 and PK 9084 allosterically modulate [35S]t-
Butylbicyclophosphorothionate binding to a chloride ionophore in rat brain via a 
novel Ro 5-4864 binding site, J. Pharmacol. Exp. Ther. 240, 747-753, 1987.
29. DeLorenzo, RJ. A molecular approach to the calcium signal in brain: relationship
to synaptic modulation and seizure discharge, Adv. Neurol. 44, 435-464, 1986.
30. Ticku M.K. and Ramanjaneyulu, R. Ro 5-4864 inhibits the binding of [35S]t-
Butylbicyclophosphorothionate to rat brain membranes, Life ScL 34, 631-638,
1984.
31. VanRijn, C.M.; Willems-van Bree, E.; Dirksen, R. and Rodrigues de Miranda,
J.F. The GABAa receptor complex in relation to Epilepsy: Reversal of TBOB in­
hibition, a prediction of disinhibitory, thus proconvulsive, properties? Epilepsy 
Res. 12, 163-170, 1992.
32. Rastogi, S.K. and Ticku, M.K, A possible role of a GABAergic mechanism in
the convulsant action of Ro 5-4864, Pharmacol. Biochem. Behavior 23, 285-288,
1985.
33. Mohler H. and Richards, J.G. Agonist and antagonist benzodiazepine receptor
interaction in vitro, Nature 294, 763-765, 1981.
34. Pole, P., Electrophysiology of Benzodiazepine receptor ligands: Multiple
mechanisms and sites of action, Progress in Neurobiology 31, 349-423, 1988.
35. Greenblatt, D.J. and Sethy, V.H. Benzodiazepine concentrations in brain directly
reflect receptor occupancy: studies of diazepam, lorazepam and oxazepam, 
Psychopharmacology 102, 373-378, 1990.
36. Hoogerkamp. A, Pharmacokinetic-pharmacodynamic modelling of the flumazenil-
midazolam interaction in an animal model of epilepsy, in: Pharmacokinetic- 
Pharmacodynamic relationships of Anti-epileptic Drugs, 1992, Thesis by A. 
Hoogerkamp, pp 139-154, Center for Bio-Pharmaceutical Sciences, Leiden 
University, The Netherlands.
